Cell Proliferation Assays
Fibroblasts were seeded 25,000 cells/well in triplicate for each time point in 24-well plates. For cell growth curves in standard media containing glucose, cells were harvested and counted on specific days of the time course. For growth measurement in conditions forcing oxidative respiration, after seeding and incubating overnight, the standard culture media was replaced with DMEM medium lacking glucose (Sigma) supplemented with 10% (v:v) dialyzed FCS, 0.9mg/ml galactose, 0.11mg/ml sodium pyruvate, 1x nonessential amino acids, 50U/ml Penicillin, 50µg/ml Streptomycin, and 50µg/ml uridine. Cells were then harvested and counted at appropriate time points.
Analysis of mtPAP Dimerization by Size-exclusion Chromatography
Calibration standards (GE Healthcare) were prepared according to the Wild type mtPAP (0.55µM) was incubated with (lanes 5 and 6) or without (lanes 2 and 3) LRPPRC/SLIRP complex (0.48µM). The RNA substrate (0.25µM) corresponded to a 40nt sequence internal of the MTND3 transcript.
Reactions proceeded for 60min or 120min at 37!C before being quenched with 90% formamide/1x TBE, separated through a 15% polyacrylamide/8.3M
urea gel and stained with SYBR gold. Stained products were visualized by scanning with a Typhoon FLA 9500 instrument.
